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Figure 1. Alignment of Thy-1 and 8E5 VH 
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Figure IB. Design of a single Ig domain CDR binding polypeptide based on the Thy-1 structure. 
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Figure 1C. Diagram of a single Ig domain CDR carrier based on the Thy-1 structure. ! ' 
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FIGURE 2A 

Epo leader sequence Egea SuperEpo synthetic linker soluble Thy 1 Poly(H) tag 




Egea F12 Thy-1 Epo 

334 aa 



FIGURE 2B 

1 MGVHECPAWL WLLLSLLSLP LGLPVLGAPP RLICDSRVLE RHLLEAKEAE 

51 SITTGCVEDC SLNENITVPD SKVNFYAWKR MEVGQQAVEV WQGLALLSEA 

101 VLRGQALLVI SSQPWEPLQL HVDKAVSGLR SLTTLLRALG AQKEAISPPD 

151 AASAAPLRTI TADTFRKLFR VYPNFLRGKL KFYTGEACRG GGGGSGGGGE 

2 01 FGGGGSQKVT SLTACLVDQS LRLDCRHENT SSSPIQYEFS LTRETKKHVL 
251 FGTVGVPEHT YRSRTNFTSK YHMKVLYLSA FTSKDEGTYT CALHHSGHSP 

3 01 PISSQNVTVL RDKLVKCEGI SLLAQNTSHH HHHH 
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FIGURE 2C 



Hindi II 



MGVH ECP AWL WLLL SLL SLP 
1 GATT6GC6AA GCTTGGAGGA ATGGGCGTGC ACGAGTGCCC CGCCTGGCTG TGGCTGCTGC TGAGCCTGCT GAGCCTGCCC 

LGLP VLG APP RLIC DSR VLE RHLL EAK 
81 CTGGGCCTGC CCGTGCTGGG CGCCCCCCCC CGGCTGATCT GCGACAGCCG GGTGCTGGAG CGGCACCTGC TGGAGGCCAA 

" E A E SITT GCV EDC SLNE NIT VPD SKVN 
161 GGAGGCCGAG AGCATCACCA CCGGCTGCGT GGAGGACTGC AGCCTGAACG AGAACATCAC CGTGCCCGAC AGCAAGGTGA 

• FYA WKR MEVG QQA VEV WQGL ALL SEA 
241 ACTTCTACGC CTGGAAGCGG ATGGAGGTGG GCCAGCAGGC CGTGGAGGTG TGGCAGGGCC TGGCCCTGCT GAGCGAGGCC 

VLRG QAL LVI SSQP WEP LQL HVDK AVS 
321 GTGCTGCGGG GCCAGGCCCT GCTGGTGATC AGCAGCCAGC CCTGGGAGCC CCTGCAGCTG CACGTGGACA AGGCCGTGAG 

•GLR SLTT LLR ALG AQKE AIS PPD A A S A 
4 01 CGGCCTGCGG AGCCTGACCA CCCTGCTGCG GGCCCTGGGC GCCCAGAAGG AGGCCATCAG CCCCCCCGAC GCCGCCAGCG 

• APL RTI TADT FRK LFR VYPN FLR GKL 
4 81 CCGCCCCCCT GCGGACCATC ACCGCCGACA CCTTCCGGAA GCTGTTCCGG GTGTACCCCA ACTTCCTGCG GGGCAAGCTG 

KFYT GEA CRG GGGG SGG GGE FGGG GSQ 
561 AAGTTCTACA CCGGCGAGGC CTGCCGGGGC GGCGGCGGCG GCAGCGGCGG CGGCGGCGAG TTCGGCGGCG GCGGCAGCCA 

•KVT SLTA CLV DQS LRLD CRH ENT SSSP 
641 GAAGGTGACC AGCCTGACCG CCTGCCTGGT GGACCAGAGC CTGCGGCTGG ACTGCCGGCA CGAGAACACC AGCAGCAGCC 

• IQY EFS LTRE TKK HVL FGTV GVP EHT 
721 CCATCCAGTA CGAGTTCAGC CTGACCCGGG AGACCAAGAA GCACGTGCTG TTCGGCACCG TGGGCGTGCC CGAGCACACC 

YRSR TNF TSK YHMK VLY LSA FTSK DEG 
801 TACCGGAGCC GGACCAACTT CACCAGCAAG TACCACATGA AGGTGCTGTA CCTGAGCGCC TTCACCAGCA AGGACGAGGG 

■TYT CALH HSG HSP PISS QNV TVL RDKL 
881 CACCTACACC TGCGCCCTGC ACCACAGCGG CCACAGCCCC CCCATCAGCA GCCAGAACGT GACCGTGCTG CGGGACAAGC 

BamHI 



• VKC EGI SLLA QNT SHH HHHH *★* 
961 TGGTGAAGTG CGAGGGCATC AGCCTGCTGG CCCAGAACAC CAGCCACCAC CACCACCACC ACTGATGATA AGATCGGATC 

BamHI 

1041 CTAGGCTTCC 
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FIGURE 4A 



Egea Thy-l_Glucagon-Like Peptide 1 Non- Immunoglobulin Carrier 
Polypeptide 



Mature soluble protein 
A to G removes EcoR1 site 
A to G removes Eco R1 site 
synthetic linker from scFv!9 
A to G removed Eco R1 site 
GLP-1 analog 
A to G change DPPIV site removed 
InitatorATG 



EcoRI(l6) 




mature Thy1 soluble form 

A 



poly(H)tag 
termination codons 

Bam HI (579) 



4 



FIGURE 4B 



176 aa 



EgeaA42 GLP Thy1 Carrier 
600 bp 



1 MHGEGTFTSD VSSYLEGQAA KEFIAWLVKG RGGGGGSGGG GEFGGGGSQK 

51 VTSLTACLVD QSLRLDCRHE NTSSSPIQYE FSLTRETKKH VLFGTVGVPE 

101 HTYRSRTNFT SKYHMKVLYL SAFTSKDEGT YTCALHHSGH SPPISSQNVT 

151 VLRDKLVKCE GISLLAQNTS HHHHHH 
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FIGURE 4C 



EcoRI 



M HGE GTFT SDV SSY LEGQ- 
1 AGTCCGGGAT TTAAGAATTC AGCTGTCCAT GCACGGTGAA GGTACCTTCA CCTCTGACGT TTCTTCTTAC CTGGAAGGTC 

• A A K EFI AWLV KGR GGG GGSG GGG EFG 
81 AGGCGGCGAA AGAGTTCATC GCGTGGCTGG TTAAAGGTCG TGGTGGTGGT GGTGGTTCTG GTGGTGGTGG TGAGTTCGGT 

GGGS QKV TSL TACL VDQ SLR LDCR HEN- 
161 GGTGGTGGTT CTCAGAAAGT TACCTCTCTG ACCGCGTGCC TGGTTGACCA GTCTCTGCGT CTGGACTGCC GTCACGAAAA 

•TSS SPIQ YEF SLT RET*K KHV LFG T V G V • 
241 CACCTCTTCT TCTCCGATCC AGTACGAGTT CTCTCTGACC CGTGAAACCA AAAAACACGT TCTGTTCGGT ACCGTTGGTG 

• PEH TYR SRTN FTS KYH MKVL YLS AFT 
321 TTCCGGAACA CACCTACCGT TCTCGTACCA ACTTCACCTC TAAATACCAC ATGAAAGTTC TGTACCTGTC TGCGTTCACC 

SKDE GTY TCA LHHS GHS PPI SSQN V T V • 
401 TCTAAAGACG AAGGTACCTA CACCTGCGCG CTGCACCACT CTGGTCACTC TCCGCCGATC TCTTCTCAGA ACGTTACCGT 

•LRD KLVK CEG ISL LAQN TSH HHH H H * * • 
481 TCTGCGTGAC AAACTGGTTA AATGCGAAGG TATCTCTCTG CTGGCGCAGA ACACCTCTCA CCACCACCAC CACCACTGAT 

BamHI 



561 AATGAGATCT TGAGGCCGGA TCCGCTTAAG ATCCCGGCAA 
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